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One of the most common marine dinophytes is a
species known as Heterocapsa triquetra. When Stein
introduced the taxon Heterocapsa, he formally based
the type species H. triquetra on the basionym
Glenodinium triquetrum. The latter was described by
Ehrenberg and is most likely a species of
Kryptoperidinium. In addition to that currently
unresolved nomenclatural situation, the thecal plate
composition of H. triquetra sensu Stein (1883) was
controversial in the past. To clarify the debate, we
collected material and established the strain UTKG7
from the Baltic Sea off Kiel (Germany, the same
locality as Stein had studied), which was investigated
using light and electron microscopy, and whose
systematic position was inferred using molecular
phylogenetics. The small motile cells (18–26 lm in
length) had a biconical through fusiform shape and
typically were characterized by a short asymmetrically
shaped, horn-like protuberance at the antapex. A
large spherical nucleus was located in the episome,
whereas a single pyrenoid laid in the lower cingular
plane. The predominant plate pattern was identified
as apical pore complex (Po, cp?, X), 40, 2a, 600, 6c,
5s, 5000, 20000. The triradiate body scales were
254–306 nm in diameter, had 6 ridges radiating from
a central spine, 9 peripheral and 3 radiating spines,
and 12 peripheral bars as well as a central depression
in the basal plate. Our work provides a clarification
of morphological characters and a new, validly
published name for this important but yet formally
undescribed species of Heterocapsa: H. steinii sp. nov.
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Abbreviations: APC, apical pore complex; BPP,
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cp, cover plate; GTR, generalized time reversible;
HMDS, hexamethyldisilazane; ICN, International
code of nomenclature for algae, fungi, and plants;
LBS, Maximum Likelihood bootstrap support; LF,
longitudinal flagellum; ML, Maximum Likelihood;
OTU, operational taxonomic unit; Po, pore plate;
Sa, anterior sulcal plate; Sd, right sulcal plate; Sp,
posterior sulcal plate; Ssa, anterior left sulcal plate;
Ssp, posterior left sulcal plate; TF, transverse flagel-
lum; X, canal-plate
About 20 species have been assigned to dino-
phycean Heterocapsa (Iwataki 2008, Guiry 2017)
including cosmopolitan bloom formers such as H. ro-
tundata (Hansen 1989) and the toxic H. circula-
risquama (Nagai et al. 1996). The latter has caused
severe bivalve mortalities in Japan in 1992 (Mat-
suyama et al. 1997) and since then, it is a serious
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threat to the mussel industry in western Japan and
Hong Kong (Iwataki et al. 2002). Another species, cur-
rently known as Heterocapsa triquetra, is one of the most
abundant bloom-forming dinophyte species in coastal
and estuarine waters, with a wide distribution around
the world (Carstensen et al. 2015). It is regularly
recorded from the North Sea, the Baltic Sea, the
North and South Atlantic, along the west and east
coast of Greenland, the Mediterranean and in the east-
ern Pacific (Lohmann 1908, Lebour 1925, Braarud
1935, Grontved and Seidenfaden 1938, Braarud and
Pappas 1951, Balech 1988). Dense blooming popula-
tions frequently occur in estuaries and harbor areas,
but are also recorded from a brackish lake below thick
surface ice (Baek et al. 2011). Typical bloom densities
range from 1–20 9 106 cells  L1 (Lindholm and
Nummelin 1999, Litaker et al. 2002a, Tas 2016). Fur-
ther studies ofH. triquetra sensu Stein (1883) comprise
a wide array of investigations in ecophysiology
(Braarud and Pappas 1951, Litaker et al. 2002b), fatty
acid composition (Matsuyama and Suzuki 1998),
phagotrophy (Legrand et al. 1998), life-history (Olli
2004), vertical migration (Jephson et al. 2011), phylo-
genetics (Salas et al. 2014, Price and Bhattacharya
2017), and entire genome assessment (McEwan et al.
2008).
Heterocapsa triquetra sensu Stein (1883) is thus one
of the most frequently encountered and best studied
marine representatives of unicellular dinophytes. It is
relatively small (ca. 16–30 lm long, 9–18 lm wide)
but characteristic because of its unique fusiform
shape. Furthermore, the horn-like hypothecal protu-
berance is a highly diagnostic trait making the recog-
nition and identification of the species exceptionally
easy despite its small size. In the initial descriptions
and minute illustrations, Stein (1883) referred to the-
cal plates (and sutures between them) of the epitheca
only. In fact, he regarded this hemispheric tabulation
as the main difference between his new Heterocapsa
and other thecate taxa recognized during his time,
such as Peridinium (plates visible in light microscopy:
LM) and Glenodinium (plates not visible in LM).
Heterocapsa triquetra sensu Stein (1883) became
established fast (B€utschli 1885, Sch€utt 1895, Delage
and Herouard 1896, Lohmann 1908, Paulsen 1908,
Meunier 1910, 1919). Sch€utt (1895) was the first who
observed and depicted plates of the hypotheca, and
was followed by Meunier (1919) showing hypothecal
plates in ventral and dorsal views. Lindemann (1924)
re-examined Stein’s species based on plankton mate-
rial from the Mediterranean Golden Horn, as well as
from the Baltic Sea off Kiel and Rostock, and pre-
sented the complete tabulation pattern of both epi-
and hypotheca for the first time in detail. He did not
resolve cingular and sulcal plates, but his descriptions
and figures corresponded to a Kofoidean formula of
40, 2a, 600 for the epitheca and 5‴, 20000 for the
hypotheca. Shortly after, Lebour (1925) largely con-
firmed the plate pattern described by Lindemann
(1924), considering that she regarded the midventral
plate as belonging to the precingular series. Based on
Lindemann (1924) and Lebour (1925), Schiller
(1937) thus registered somewhat indecisively the plate
pattern of H. triquetra sensu Stein (1883) as [sic] 40,
2a, 700, (600), 5000, 20000 in his seminal pre-war book.
The next important addition came in 1977 when,
for the first time, Pennick and Clarke (1977) described
the presence of three-dimensional body scales for
H. triquetra sensu Stein (1883). Subsequently, Morrill
and Loeblich (1981) detected similar scales in two spe-
cies assigned to Cachonina. These scales are unique in
their three-dimensional architecture, which led Morrill
and Loeblich (1981) to aim at the comparison of the
plate patterns in H. triquetra sensu Stein (1883) and in
species assigned to Cachonina. Based on cultivated
material they reported a large variability regarding the
number of plates and described the “most common”
plate formula of H. triquetra sensu Stein (1883) as
having 2 pr, 50, 3a, 700, 6c, 7s, 5000, 1p, 20000 (whereas “pr”
refers to preapical plates; i.e., a pore plate Po and a
canal plate X). This plate pattern notably consists of
one additional plate in each of the three epithecal
plate series in comparison to the results of Lindemann
(1924). However, the discrepancy was not even men-
tioned by Morrill and Loeblich (1981). Their plate pat-
tern determined for H. triquetra sensu Stein (1883) in
fact is congruent to that of Cachonina (Loeblich 1968),
and this congruence, together with the presence of
the characteristic body scales, was the reasons to bring
Cachonina into synonymy with Heterocapsa (Morrill and
Loeblich 1981).
Seven years later, Balech (1988) published thecal
plates of H. triquetra sensu Stein (1883) in detail
based on material of South Atlantic origin. It
remains unclear whether Balech (1988) was not
aware of, or whether his practical work preceded
the study of, Morrill and Loeblich (1981). In any
case, his work using field samples basically con-
firmed the results of Lindemann (1924) for the con-
formation of epi- and hypothecal plates. Additional
work on cingular and sulcal plates led Balech
(1988) to conclude the complete plate formula as
Po, 40, 2a, 700, 6c, 4s, 5000, 20000. As Lebour (1925),
Balech (1988) considered the plate in the midven-
tral area as plate number 7 of the precingular series,
whereas Lindemann (1924) regarded this area as
part of the cingular and sulcal groove system. The
latest revision of plate patterns goes back to the revi-
sionary work of Iwataki (2002), who concluded the
same plate pattern for all species of Heterocapsa,
including H. triquetra sensu Stein (1883), namely
Po, X, 50, 3a, 700, 6c, 5s, 5000, 20000. Thus, the emenda-
tion of Heterocapsa (Iwataki et al. 2003) is in conflict
with the delicate work of Lindemann (1924),
Lebour (1925) and Balech (1988).
Parallel to this work, we became aware that H. tri-
quetra is not only challenging because of divergent
interpretations of the plate formula, but also
because of a nomenclatural pitfall that has not been
recognized for more than a century (Gottschling
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et al. 2017). Briefly, the type of H. triquetra formally
is that of its basionym, Glenodinium triquetrum
(Ehrenberg 1840), being most likely a species of
Kryptoperidinium (see the original drawing of Ehren-




Despite this actual nomenclatural ambiguity, we pre-
sent a morphological clarification of divergent plate
pattern concepts and other morphological details of
the taxon Stein (1883) reported and depicted. An
appropriate solution for the inference of the organ-
ism that Stein (1883) in fact studied more than a
century ago is to collect at the same locality in the
Baltic Sea off Kiel (Germany) to established mono-
clonal strains for thorough morphological and
molecular investigations.
MATERIAL AND METHODS
Sampling, cell isolation, cultivation. A surface water sample
(temperature: 20°C, salinity: 14.5) was taken at the Kiel Fjord
(Germany) from a pier at 54.32° N and 10.15° E on August 7th,
2013. Single dinophycean cells were isolated by micro-capillary
into 96-well plates filled with 0.2 mL filtered water from the sam-
ple site. Plates were incubated at 15°C under a photon flux den-
sity of 80 lmol  m2  s1 on a 16:8 h light:dark photocycle in
a controlled environment growth chamber (Sanyo Biomedica
MIR 252, Wood Dale, IL, USA). A total of five clonal strains of
Heterocapsa triquetra sensu Stein (1883) (UTKG1, UTKG3,
UTKG4, UTKG5, UTKG7) were established and subsequently
grown at the culture conditions described above in a natural sea-
water medium consisting of sterile filtered (0.2 lm VacuCap fil-
ters; Pall Life Sciences, Dreieich, Germany) and diluted North
Sea water with a salinity of ~16 containing nutrients correspond-
ing to 50% of K-medium (Keller et al. 1987) slightly modified by
omitting addition of ammonium ions. Strains were grown for
subsequent DNA harvest by centrifugation (Eppendorf 5810R,
Hamburg, Germany) in 50 mL centrifugation tubes at 3,220 g
for 10 min. Cell pellets were transferred to 1 mL microtubes,
then again centrifuged (Eppendorf 5415, 16,000 g, 5 min) and
stored frozen (80°C) for subsequent DNA extraction.
In addition to the strains from Kiel Fjord, plate pattern
and plate variability in a field population of Heterocapsa trique-
tra sensu Stein (1883) were analyzed. Corresponding samples
from a natural bloom were kindly provided by Rafael Salas
(Marine Institute, Galway, Ireland). They were collected dur-
ing the Irish Water Framework directive monitoring program
in the Bandon lower river estuary in County Cork, Ireland
(51.69° N 8.53° W), on July 23rd, 2012.
Microscopy. Observation of living or fixed cells (formalde-
hyde: 1% final concentration, or neutral Lugol-fixed: 1% final
concentration) was carried out using an inverted microscope
(Axiovert 200M; Zeiss, Munich, Germany) and a compound
microscope (Axiovert 2; Zeiss), both equipped with epifluores-
cence and differential interference contrast optics. Light
microscopic examination of thecal plates was performed on
fixed cells (neutral Lugol) stained with calcofluor white (Fritz
and Triemer 1985). Images were taken with a digital camera
(Axiocam MRc5; Zeiss). Cell length and width were measured
at 1,0009 microscopic magnification using freshly fixed cells
(neutral Lugol) from dense but healthy and growing strains
(based on stereomicroscopic inspection of the living material)
at late exponential phase and the Axiovision software (Zeiss).
For scanning electron microscopy (SEM), cells were col-
lected by centrifugation (Eppendorf 5810R; 3,220 g for
10 min) from 2 to 15 mL of the culture, depending on cell
density. The supernatant was removed and the cell pellet re-
suspended in 60% ethanol prepared in seawater (final salinity
ca. 13) in a 2 mL microtube at 4°C for 1 h to strip off the outer
cell membrane. Subsequently, cells were pelleted by centrifuga-
tion (Eppendorf 5415R; 16,000 g for 5 min) and re-suspended
in a 60:40 mixture of deionized water and seawater (final salin-
ity ca. 13) at 4°C for 30 min. After centrifugation and removal
of the diluted seawater supernatant, cells were fixed with
formaldehyde (2% final concentration in a 60:40 mixture of
deionized water and seawater) and stored at 4°C for 3 h.
The following methods were applied to cultivated cells having
pre-treated as described above as well as to formalin-fixed field
samples: Cells were collected on polycarbonate filters (Millipore
Merck, Darmstadt, Germany; 25 mm Ø, 3 lm pore-size) in a fil-
ter funnel, in which all subsequent washing and dehydration
steps were carried out. A total of eight washing steps (2 mL
MilliQ-deionized water each) were followed by a dehydration
series in ethanol (30%, 50%, 70%, 80%, 95%, 100%; 10 min
each). Filters were dehydrated with hexamethyldisilazane
(HMDS), first in 1:1 HMDS:EtOH, followed by twice 100%
HMDS, and then stored in a desiccator under gentle vacuum.
Finally, filters were mounted on stubs, sputter coated (Emscope
SC500, Ashford, UK) with gold-palladium and viewed under a
SEM (FEI Quanta FEG 200, Eindhoven, the Netherlands).
Micrographs were presented on a black background using Pho-
toshop 6.0 (Adobe Systems, San Jose, CA, USA).
For transmission electron microscopy (TEM), cells from
strain UTKG7 were concentrated in a microfuge tube by slow
centrifugation (8 g for 1.5 min). The pellet was prefixed with
2.5% glutaraldehyde in filtered seawater (salinity 16) at 4°C for
30 min. Cells were washed twice in filtered seawater before post-
fixation with 1% OsO4 in filtered seawater at room temperature
for 40 min. Fixed cells were dehydrated through a graded series
of ethanol (30%, 50%, 70%, 85%, 90%, 95%, 29 100%; 10 min
each), followed by 29 100% propylene oxide, infiltrated with
propylene oxide-resin mixtures (2:1, 1:1, 1:2), and embedded in
EMBed-812 resin (Science Services, Munich, Germany). The
block was polymerized at 60°C for 22 h and sectioned with a dia-
mond knife on a Reichert Ultracut microtome (Reichert-Jung,
Vienna, Austria). Thin sections were directly viewed under an
EM 902A TEM (Zeiss) operated at 80 kV. Digitized images were
taken with a 1 k Proscan High Speed SSCCD camera (Proscan,
Lagerlechfeld, Germany) operated by the iTEM Five software
(Olympus, M€unster, Germany).
For negative staining TEM, 50 lL of an old culture were
used. The detached body scales were allowed to adsorb onto
Formvar-coated grids for 5 min. The grids were stained with
1% (w/v) uranyl acetate for 1 min, washed in two drops of
distilled water and air-dried. The sample was investigated in a
JEM2100F TEM (Jeol, Tokyo, Japan) operated at 120 kV. The
cameras Orius SC200D and Orius SC600 CCD were operated
using Digital Micrograph software (Gatan, Pleasanton, CA,
USA). The body scale structure of H. triquetra sensu Stein
(1883) was analyzed using the morphological descriptors and
definitions of Iwataki et al. (2004).
DNA sequencing and molecular phylogenetics. Genomic DNA
was extracted from cell pellets with a NucleoSpin Plant II Kit
(Macherey Nagel, D€uren, Germany) according to the manufac-
turer’s instructions. Various ribosomal RNA loci (rRNA; 18S or
small subunit: SSU; Internal Transcribed Spacer region includ-
ing ITS1, 5.8S rRNA, ITS2: ITS; D1/D2 region of 28S or large
subunit: LSU) were amplified from total DNA by polymerase
chain reaction (PCR). Primers and PCR setting corresponded
to the descriptions in Tillmann et al. (2017). To assess intrage-
nomic variability, ITS and LSU PCR products were purified,
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cloned into a TOPO TA sequencing vector (Invitrogen, Life
Technologies, Darmstadt, Germany) and transformed into
One Shot TOP10 chemically competent Escherichia coli
(Invitrogen). Purified plasmids of several positive bacterial
colonies were sequenced using M13 primers on an ABI
3130XL Genetic Analyzer (Applied Biosystems, Darmstadt,
Germany). Forward and reverse sequences were assembled into
a contig and edited using the program Sequencher 5.1 (Gene
Codes Corporation, Ann Arbor, MI, USA). In total, 57 new
GenBank sequences were deposited in the course of the study
(Table S1 in the Supporting Information).
For alignment constitution, we defined the four regions of
the rRNA: SSU, ITS, LSU D1?D2, LSU D3?D10, and included
virtually all rRNA sequences available for Heterocapsaceae
including many GenBank entries (Table S1). The data matrix
included 13 of 16 known species of Heterocapsa (81%), and nine
of them (56%) were represented by type material or equivalents.
As outgroup, we compiled all Peridiniales and Amphidomat-
aceae, from which SSU+ITS+LSU sequences were complete.
Where available, we added sequences from nuclear (b-tubulin),
mitochondrial (MT-CYB, MT-CO1) and plastid (psbA) loci,
which have been identified suitable for phylogenetic analyses
(Saldarriaga et al. 2003, Zhang et al. 2007, Fukuda and Endoh
2008, Orr et al. 2012, Fawcett and Parrow 2014). Not-homolo-
gous mitochondrial gene copies (Orr et al. 2012) were treated
separately. Single-locus matrices were aligned using “MAFFT”
v6.502a (Katoh and Standley 2013) and were concatenated after-
ward. The absence of significantly contradicting phylogenetic
signals between loci was confirmed by single-partition analyses.
The aligned matrix is available as *.nex files upon request.
Phylogenetic analyses were carried out using Maximum
Likelihood (ML) and Bayesian approaches, as described in
detail previously (Gottschling et al. 2012) and using the
resources available from the CIPRES Science Gateway (Miller
et al. 2010). The Bayesian analysis was performed using
“MrBayes” v3.2.2 (Ronquist et al. 2012, freely available at
http://mrbayes.sourceforge.net/download.php) under the
GTR+Γ substitution model and the random-addition-
sequence method with 10 replicates. We ran two independent
analyses of four chains (one cold and three heated) with
20,000,000 cycles, sampled every 1,000th cycle, with an appro-
priate burn-in (10%) as inferred from the evaluation of the
trace files using Tracer v1.5 (http://tree.bio.ed.ac.uk/softwa
re/tracer/). For ML calculation, the MPI version of “RAxML”
v8.0.24 (Stamatakis 2014; freely available at http://www.exe
lixis-lab.org/) was applied using the GTR+Γ substitution
model. To determine the best fitted ML tree, we executed
10-tree searches from distinct random stepwise addition
sequence Maximum Parsimony starting trees and performed
1,000 non-parametric bootstrap replicates. Statistical support
values (LBS: ML bootstrap support, BPP: Bayesian posterior
probabilities) were drawn on the resulting, best-scoring tree.
RESULTS
Morphological description. Using light and epifluo-
rescence microscopy, all five clonal strains were identi-
cal in terms of morphology and plate pattern
(observed on calcofluor stained cells). The selected
strain UTKG7 will be described and depicted in detail
including size measurements and SEM. Motile cells
were biconical through fusiform, slightly elongated
and somewhat irregular in outline (Fig. 1). Cells ran-
ged from 17.8 to 25.9 lm in length (mean length:
21.3  1.6 lm, n = 157) and 13.0–17.6 lm in width
(mean width 15.0  1.0 lm, n = 157), with a mean
length/width ratio of 1.4 (n = 157). The dome-shaped
epitheca was slightly larger than the hypotheca. The
latter was variable in shape, ranging from conical
(Fig. 1, A and O) through more pyramidal (Fig. 1, B,
C, N) and irregularly acuminate (Fig. 1, D–F, P–Q),
and typically had a small, asymmetrically shaped, horn-
like posterior protuberance (Fig. 1, D–F, Q–S). The
cingulum was incised and wide, slightly descending
and confined by small lists (Fig. 1, N–S). The broad
sulcus did not exhibit any list (Fig. 1, N and S).
A large and spherical nucleus occupied most of the
epitheca (Figs. 1, A–E; 2A) and contained thick,
dinokaryotic chromosomes (Fig. 2A). Sometimes, a
nucleolus was visible (data not shown). A single spheri-
cal pyrenoid surrounded by a starch sheath was located
in the hypotheca (Figs. 1, A, C, D, F; 2A). The pyrenoid
matrix was penetrated by many cytoplasmic tubules
being invaginations of the pyrenoid envelope (Fig. 2, B
and C), but not by thylakoids. Associated starch (the
surrounding starch sheath visible in LM) was not
detected by TEM. A presumably single, but multiply
lobed and retiform, brownish chloroplast was parietally
located in both epi- and hypotheca (Figs. 1, G–I; 2A).
The chloroplast contained parallel arranged lamellae
(Fig. 2, A–B, D) consisting of thylakoids in stacks of
three (Fig. 2E). Trichocysts were scarce (Fig. 2D), and
mitochondria had tubular cristae (Fig. 2F).
Cells were covered by a sturdy theca (Fig. 1D),
whose plates were visible in LM (Fig. 1, L and M).
Dividing cells kept their motility, and division was by
desmoschisis (i.e., the parent theca was shared by the
two daughter cells; Fig. 1, J and K). Thecal plates were
separated along an oblique fission line separating an
anterosinistral from a posterodextral part (Fig. 1K).
The basic thecal plate formula was initially determined
by fluorescence LM using calcofluor white (Fig. 1, L
and M) and in more detail by SEM (Figs. 1, N and O;
3; 4) being APC (Po, cp?, X), 40, 2a, 600, 6c, 5s, 5000, 20000.
The basic plate pattern is schematically illustrated in
Figure 3. Thecal plates’ surface was smooth and free
of any ornamentation. A number of small pores were
present that were mainly arranged adjacent to the
sutures (Fig. 1, N and O). The small X-plate was con-
sistently free of pores (Fig. 4, G and H).
Within the epitheca (Fig. 4), four apical plates sur-
rounded the apical pore plate. The ventral (10) and
dorsal (30) apical plates were hexagonal and triangular
at their distal ends. The lateral apical plates 20 and 40
were hexa- and octagonal, respectively, with plate 40
being distinctly larger in size. Two large anterior inter-
calary plates of almost the same size were located dor-
sally. Plate 1a was hexagonal and was in contact to
three precingular plates, whereas plate 2a was pentago-
nal and in contact with two precingular plates. Among
the series of six precingular plates, plate 300 was the
narrowest. The most ventral plate in the precingular
series was considered as the anterior sulcal plate.
The apical pore complex (APC; Fig. 4, F–I) was
composed of a round through slightly rectangular
pore plate (Po). On its ventral side, a small plate
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was located, which we regarded as the X- or canal
plate. This plate was generally small, but variable in
size and shape when seen from outside but in inter-
nal view, it was always narrow and rectangular
(Fig. 4I). The X-plate was slightly displaced to the
cell’s right hand side (abutting the apical plates 10
and 40), but still allowed contact of plate 10 to the
pore plate. The apical pore was located in the cen-
ter of the Po plate. A roundish rim in the middle
of the pore plate was present. When observed from
inside, however, the actual pore seemed to be
rather small. It was somehow covered by a plate-like
FIG. 1. Light microscopy (A–M) and electron microscopy (N–S) images of Heterocapsa triquetra sensu Stein (1883) (strain UTKG7).
(A and B) Living cells. (C and D) Lugol-fixed cells showing the anterior position of the large nucleus (n) and the posterior position of
the pyrenoid (py). (E–I) Formalin-fixed cells. (J–M) Lugol-fixed cells stained with calco-fluor in brightfield ( J) and with UV excitation
(K–M), with J and K showing the same cells. (G–I) The same cell in brightfield (G) or in two focal planes with epifluorescence (H and I),
where chlorophyll autofluorescence indicated chloroplast structure. (L–S) Total view of different cells in ventral (L, N, P, R and S) or dorsal
(M, O, Q) view. Plate labels according to the Kofoidean system. Scale bars = 5 lm. [Color figure can be viewed at wileyonlinelibrary.com]
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structure extending from the X-plate to the apical
pore. In lateral view, this structure always seemed to
shield rather than to tightly cover the pore
(Fig. 4F).
The hypotheca (Fig. 5, A–C) consisted of five
postcingular plates, with plate 4000 being the widest.
The two antapical plates were different in size, of
which plate 20000 was the larger one bearing the
horn-like antapical projection. The cingulum
(Fig. 5, B and C) was composed of six cingular
plates having all comparable size. In the sulcus
(Fig. 5, C–E), five plates were identified. The large
anterior sulcal plate (Sa) extended into the epitheca
(Figs. 1, L and N; 4D). Usually, this plate contacted
both apical plates 10 and 40 (Fig. 1N) but rarely, the
suture between Sa and 40 was short and almost indis-
cernible (Fig. 1S). The posterior sulcal plate (Sp)
was large and pointed in its distal part and
extended into the hypotheca for more than 2/3 of
its height (Fig. 5C). A right sulcal plate (Sd) com-
pleted the cingulum from the right lateral side. The
left lateral side of the central sulcal area was formed
by two plates, an anterior and a posterior left sulcal
plate (Ssa and Ssp). The anteriorly located Ssa plate
formed an inwardly directed concave pocket
(Figs. 1N; 5, D and F), the cavity from which both
flagella emerged (Fig. 5G). On the anterior end of
this pocket, there was an additional structure most
clearly visible from internal view (Fig. 5, D and E).
Its granular and wrinkled appearance was distinctly
different from all other plates being smooth and
plane. It is thus not considered to represent another
sulcal plate herein (see Discussion).
Plate overlap (Fig. 3, C and D) was identified
individually for each suture by inspecting cells with
slightly dissociated plates, those with clearly visible
growth bands, and by internal theca views as well
(examples are given in Fig. S1 in the Supporting
Information). Keystone plates (i.e., those overlap-
ping all their neighbors) were the dorsal plates 400
and 3000 for the precingular- and postcingular series,
respectively. With respect to the keystone plate of
the cingular series, two different morphae were
observed, namely cells having either plate C3 or C4
FIG. 2. Transmission electron
microscopy of Heterocapsa triquetra
sensu Stein (1883) (strain
UTKG7). (A) Longitudinal
section through a cell showing
the large nucleus (n), the
pyrenoid (py) without starch
sheath, the chloroplast (ch),
mitochondria (m), and lipid
droplets (l). (B, C) Details of the
pyrenoid with many tubular
invaginations. (D, E) Details of
the chloroplast (ch) with parallel
lamellae consisting of thylakoids
in stacks of three (arrows). (F)
Mitochondria (m) with tubular
cristae. (G) Trichocyst (t) in
longitudinal section. Scale
bars = 2 lm (A), 500 nm (B and
C, F and G), 200 nm (D, E).
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overlapping all adjacent cingular plates (Fig. S1,
G–L). On the epitheca, the left intercalary plate 1a
overlapped plate 2a. The mid-ventral plate Sa was
overlapped by all adjacent plates of the epitheca.
On the hypotheca, the second antapical plate 20000
overlapped plate 10000. Among sulcal plates, the large
posterior sulcal plate was overlapped by all hypothe-
cal plates, and the small plate Ssa was overlapped by
the adjacent plates Sd, Ssp, 1000 and C1 (Fig. 5E).
Overlap of the sulcal plates Sd and Ssa to the plates
of the epitheca (600, Sa) could not be uncovered
unequivocally.
In strain UTKG7, deviations from the abundant
plate pattern described above were observed, as it is
exemplarily shown in Figures S2–S4 in the Support-
ing Information. To quantitatively estimate the
number of plates in each series, a SEM stub was sys-
tematically scanned, and the number of plates in
each series was scored for all cells, in which all
plates of a series were visible. The results are sum-
marized in Table 1. Plate number variability was
highest for the apical series, in which 22.5% of cells
with five instead of four apical plates were encoun-
tered. For the intercalary and precingular series, the
amount of deviating plate numbers was 18.6% and
14.4%, respectively. Variability in plate number was
lower for hypothecal plates (11.7% and 5.9% for
the postcingular and antapical series) and for the
cingulum (5.9%). Variations in the plate pattern
primarily resulted from additional sutures between
plates (Figs. S2 and S4), but a reduced number of
plates due to plate fusions (Figs. S3 and S4) was
also observed. Table 1 also summarizes the results
for thecate cells in a natural population of H. trique-
tra sensu Stein (1883) (see also Fig. S5 in the Sup-
porting Information), in which the number of
plates in each series was rather consistent. The pres-
ence of three instead of two intercalary plates, of
seven instead of six precingular plates, and of four
instead of five postcingular plates was observed once
out of >50 cases. Within the apical, antapical, and
cingular series, no deviating pattern was observed.
Body scales were 254–306 nm in diameter (Fig. 6)
and had an obtusely triangular basal plate with
finely reticulate perforations (Fig. 6, A and B). Six
ridges on the basal plate radiated from a large cen-
tral upright (spine) to peripheral shorter uprights
(spines; Fig. 6, B and C). At the triangle’s corners,
peripheral short spines were additionally present
(Fig. 6, D and E), as though the scale had nine
FIG. 3. Thecal plate pattern
(schematic) of Heterocapsa
triquetra sensu Stein (1883)
(strain UTKG7). (A) Ventral
view. (B) Dorsal view. (C) Apical
view. (D) Antapical view.
Plate labels according to the
Kofoidean system. Arrowheads in
C and D indicate direction of
plate overlap. Two arrowheads on
the suture of plates C3 and C4
indicate that both, cells having
C3 or C4 as keystone plate of the
cingulum, were observed.
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peripheral spines. Three peripheral spines in each
triangle corner were directly connected with periph-
eral bars (Fig. 6, D–F). At a particular level, three
bars radiated from the large central spine terminat-
ing in a radiating spine (Fig. 6, A–E). These three
radiating spines were each connected by peripheral
FIG. 4. Electron microscopy of Heterocapsa triquetra sensu Stein (1883) (strain UTKG7). (A–E) Epithecal plates in (A) apical view,
(B) left lateral view, (C) right lateral view, (D) ventral view, and (E) in dorsal view. (F–I) The apical pore complex in (F) dorsal view,
(G–H) apical view, and (I) in internal view. White arrow in F indicates the plate-like structure of the APC which like an umbrella seem to
shield the apical pore. Scale bars = 2 lm (A–E), 1 lm (F–I).
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bars with peripheral spines (Fig. 6, C–F). In sum,
each scale had twelve peripheral bars. In TEM
(Fig. 6, A–C), the central cavity of the basal plate
was not observed as in SEM. In SEM, scales in
upside-down orientation revealed the presence of a
small central depression in the basal plate (Fig. 6, D
FIG. 5. Electron microscopy of Heterocapsa triquetra sensu Stein (1883) (strain UTKG7). (A) Hypothecal plates in antapical view.
(B) Cingular plates in dorsal view. (C) Hypothecal plates in ventral view. (D–E) Sulcal plates in ventral (D) or in internal (E) view. White
arrows in D and E point to an additional structure of the sulcus not considered to represent a sulcal plate. (F, G) Detailed view of the
sulcal area to illustrate the position where both flagella (LF, longitudinal flagellum; TF, tranverse flagellum) emerge. Scale bars = 2 lm
(A–C, F and G), 1 lm (D and E).
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and E). This depression was located directly below
the large central upright. Whether this depression
was the basal opening of a hollow central spine or a
depressed area below the spine with sunken basal
plate, or in fact a cavity in the basal plate, was not
discernible.
Molecular phylogeny. The alignment was 11,715 bp
long and comprised 2,260 parsimony informative
sites (19%, 10.23 per terminal taxon) and 4,029
RAxML distinct alignment patterns. Figure 7 (as
cut-off of Fig. S6 in the Supporting Information)
shows the best-scoring ML tree (ln=85,261.36),
with Heterocapsa retrieved as monophyletic (100LBS,
1.00BPP). The internal topology was not always well
supported, but a number of lineages could be dis-
tinguished corresponding to established species of
Heterocapsa. They included either OTUs corre-
sponding to a single voucher (H. huensis, H. lanceo-
lata, H. ovata, H. psammophila) or forming clades of
several accessions (H. arctica: 100LBS, 1.00BPP,
H. horiguchii: 100LBS, .99BPP, H. illdefina, H. min-
ima: 100LBS, 1.00BPP, H. niei: 76LBS, H. pseudotri-
quetra: 71LBS, 1.00BPP, H. pygmaea). Furthermore,
sequences from 16 old and newly collected strains
constituted a monophyletic group together with all
5 Kiel strains obtained here, including strain
UTKG7 (100LBS, 1.00BPP). Branch length varia-
tion between different strains as well as different
LSU and ITS clones of UTKG7 was overall low
within this clade. The sister species of H. triquetra
sensu Stein (1883) was H. pseudotriquetra (94LBS,
1.00BPP) represented by six different vouchers.
Sequences from Heterocapsa circularisquama and H.
rotundata only did not constitute monophyletic
groups because of sequences that did not overlap in
the alignment. A few species determinations of Gen-
Bank entries were to be corrected (e.g., H. pseudotri-
quetra instead of H. triquetra for strain KJ34-3-05,
H. pygmaea instead of C. hallii for strain
NCMA2770). Sequences of strain NCMA448 as
inferred from corresponding GenBank entries
(Table S1) were polyphyletic and were assigned to
either H. triquetra sensu Stein (1883; GU594638,
AF527816, EU165307) or H. pygmaea (AF352363,
AF352364). The DNA tree also presented a consi-
derable species diversity within Heterocapsa that has
been formally not recorded at present (i.e., many
GenBank determinations as “Heterocapsa sp.” or
“Heterocapsaceae sp.”).
DISCUSSION
Re-collection of an old species. The cells of strain
UTKG7 are consistent to a high degree with the
description and the drawings of Heterocapsa triquetra
sensu Stein (1883; p. 13, pl. III, figs. 30–40). This
consistency refers to the general shape with the
horn-like, hypothecal protuberance and to the posi-
tion of the nucleus in the epitheca, although the
size of the nucleus as drawn by Stein (1883) is
rather small (Fig. 8A; “n” in his pl. III, fig. 30). Con-
sistency, moreover, refers to the arrangement and
size of epithecal plates between Stein’s drawings
and our observations of strain UTKG7 (Fig. 8B).
Heterocapsa triquetra sensu Stein (1883) has been
continuously documented at the Baltic Kiel Fjord
over the past century (Lohmann 1908, Lenz 1977,
Wasmund et al. 2008). The high abundances as
reported by Stein (1883) and Lohmann (1908)
seem to be reversed nowadays (Wasmund et al.
2008), but environmental conditions may have
changed over the past 100 years as though this
observation is not surprising.
Morphological descriptions of Heterocapsa triquetra
sensu Stein (1883) in the literature support the view
that they all refer to the same species, but some
minor inconsistencies in the various descriptions
and illustrations must be stated. The size range of
TABLE 1. Numbers of thecal plates in each series (values in percentages, N = total number of cells examined) of cells har-
vested from Heterocapsa triquetra sensu Stein (1883) strain UTKG7 (upper section) and of cells harvested from a natural
population of Heterocapsa triquetra sensu Stein (1883) collected at the Bandon lower river estuary, Ireland (lower section).
Gray shades mark the dominant plate number in each series.
Plate series
Number of plates
N1 2 3 4 5 6 7
Strain UTK G7
Apical plates – – 4.6 69.5 22.9 3.1 – 131
Anterior intercalaries 2.3 81.4 16.3 – – – – 129
Precingular plates – – – – 1.7 85.6 12.7 118
Postcingular plates – – – 4.9 88.3 6.8 – 103
Antapical plates 1.0 94.2 4.9 – – – – 103
Cingular plates – – – – 1.5 94.1 4.4 135
Field sample, Ireland
Apical plates – – 0 100 0 – – 53
Anterior intercalaries 0 98.1 1.9 – – – – 54
Precingular plates – – – – 0 98.1 1.9 52
Postcingular plates – – – 1.9 98.1 0 – 54
Antapical plates 0 100 0 – – – – 54
Cingular plates – – – – 0 100 0 51
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the strain from Kiel Fjord (18–26 lm in length)
reflects very well size ranges given in the literature
though rarely, a non-overlapping larger size range
has been reported (Paulmier 1992; 38–43 lm cell
length). Heterocapsa triquetra sensu Stein (1883) has
a characteristic shape with a horn-like hypothecal
protuberance. Scrippsiella ramonii has a similar horn
in the hypotheca but, apart from the different plate
pattern, is slightly larger with a lower length/width
ratio, is dorso-ventrally compressed, and has the
nucleus located in the cingular level (Montresor
1995). In the Kiel Fjord material of H. triquetra
sensu Stein (1883), this horn and its development is
variable from nearly unrecognizable through elon-
gated, finger-like and –if present– without exception
part of the second antapical plate (i.e., right lateral
part of the antapex). The position of the posterior
horn has not always been documented carefully.
Both, Sch€utt (1895) and Meunier (1919) have
shown the two conformations in different figures,
on the left lateral side (Sch€utt: fig. 62.1; Meunier:
figs. 47, 49) or on the right lateral side (Sch€utt: fig.
62.4; Meunier: fig. 48). Dodge (1982) has drawn it
correctly in ventral view, but on the wrong plate in
dorsal view. As this putative variability in the posi-
tion of the posterior horn has been documented by
drawings only, it is interpreted here as inaccuracy
but not as real morphological variability.
Heterocapsa triquetra sensu Stein (1883) divides by
desmoschisis (Braarud and Pappas 1951, Morrill
and Loeblich 1981), with the same oblique fission
line similar to other species of Heterocapsa (Loeblich
et al. 1981, Morrill and Loeblich 1984) and other
dinophyte species (Tillmann and Elbr€achter 2013).
However, the life-history of H. triquetra sensu Stein
(1883) is poorly studied so beyond some vague and
ambiguous reports of “spore formation” (Paulsen
1908, Lebour 1925), more detailed documentation
of “temporary cyst formation” (Olli 2004), and the
formation of thick shelled and spiny coccoid cells in
culture (Braarud and Pappas 1951). All these obser-
vations are in need of confirmation by detailed stud-
ies of the H. triquetra sensu Stein (1883) life-history.
The principal plate pattern. The re-investigation
enables us to clarify a long-lasting debate about the
correct tabulation pattern present in H. triquetra
sensu Stein (1883). The dominant plate pattern is
APC (Po, cp?, X), 40, 2a, 600, 6c, 5s, 5000, 20000 and con-
firms the interpretations of Lebour (1925), Camp-
bell (1973), Balech (1988) and Lewis and Dodge
(1990) (epithecal plates only are here reported).
The plate pattern of H. triquetra sensu Stein (1883)
also agrees largely with the work of Lindemann
(1924), but he considered some variation in the spe-
cies, leading to the formal descriptions of new vari-
eties and forms. He put particular attention to (i)
FIG. 6. Body scale morphology of Heterocapsa triquetra sensu Stein (1883) (strain UTKG7) as observed by transmission (A–C) and scan-
ning electron microscopy (D–F). (D–E) Note the central depression in the basal plate (large arrow). Scale bars = 100 nm. (G) Scale
reconstruction (Iwataki et al. 2004). Large arrowhead = central upright (spine), large arrow = central depression in the basal plate, small
arrowhead = radiating spine, small double-arrowhead = peripheral spine, small arrow = ridge.
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Heterocapsa sp.   HZS-2011
H. pseudotriquetra   GeoB 222
H. steinii   UTK G1
H. arctica   NCMA445 (tubulin clone G2)
Heterocapsa sp.   MBIC10795 (as Cachonina sp.) 
H. cf. pygmaea   NCMA448 clone HtrITSC3 (as H. triquetra) 
H. steinii   GSW206-2
H. pseudotriquetra   AF260399
H. pseudotriquetra   FIU11
H. psammophila   TM43
H. steinii   UTK G7 (ITS clone 8, LSU clone 6)
H. pygmaea on Halimeda opuntia   NCMA1734 (as H. rotundata) 
Heterocapsa sp.   FIU10
H. steinii   MUCC285
H. arctica   NCMA445 (tubulin clone B5)
H. steinii   UTK G7 (ITS clone 11, LSU clone 1)
Heterocapsa sp.   FIU31
H. minima ex Acanthochiasma sp.   Vil39
H. steinii   UTK G7 (ITS clone 8, LSU clone 20)
H. pygmaea   UTEX1653
Heterocapsa sp.   CS36 (as H. niei) 
Heterocapsa sp.   FIU12R
Heterocapsa sp.   SarB3A10c
H. steinii   MBIC11142
H. illdefina   NCMA446 (tubulin clone E8)
H. circularisquama   AB049709
Heterocapsa sp.   USA29-9
H. cf. pygmaea   NCMA1490
H. steinii   UTK G7 (ITS clone 5, LSU clone 11)
H. circularisquama   OK3
H. steinii   Arg E3
H. steinii   St3-1
H. cf. pygmaea   RCC1516
H. huensis
H. cf. pygmaea   NCMA448 clone HtrITSC2_3 (as H. triquetra) 
Heterocapsa sp.   DH134-12
H. steinii   NIES7
H. steinii   Helgoland
Heterocapsa sp.   HCBC88
H. steinii   Merian 2D12
H. steinii   UTK G7 (ITS clones 7→14, LSU clones 14→15)
H. steinii   SCCAP K-0447
H. steinii   NCMA450
Heterocapsa sp.   IFR10-193 (as H. niei) 
H. minima   CCMI1070
H. pygmaea   QUCCCM87
Heterocapsa sp.   JN020158 (as H. niei) 
H. steinii   UTK G7 (ITS clone 11, LSU clone 12)
H. niei   NCMA447
H. steinii   UTK G7 (ITS clones 7→14, LSU clone 5)
H. niei   UTEX1564
Heterocapsa sp.   AF033865, AF033867 (as Gl. hallii) 
Heterocapsa sp.   CCCM681  (as H. pygmaea) 
H. illdefina   NCMA446 (tubulin clone A9)
H. steinii   HT-1
H. cf. pygmaea ex Cotylorhiza tuberculata   HE04
H. arctica subsp. frigida   755_6
H. pseudotriquetra   UTEX2722 (as H. niei) 
Heterocapsa sp.   NIES3881 (as Cachonina sp.) 
H. circularisquama   AB049711
H. rotundata   SCCAP K-0483
H. horiguchii   NIES614
H. horiguchii   FK6-D47
H. illdefina   NCMA446 (tubulin clone A2)
H. lanceolata   TK6-D57
H. steinii   UTK G5
H. steinii   NCMA448
H. steinii   UTK G4
Heterocapsa sp.   NCMA424
H. steinii   St1-2
H. illdefina   NCMA446 (tubulin clone G8)
H. circularisquama   OA1
H. pygmaea   QUCCCM85
H. pseudotriquetra   KJ34-3-05 (as H. triquetra) 
H. steinii   UTK G7 (ITS clone 5, LSU clones 2, 4, 7, 16, 17)
H. pygmaea   QUCCCM88
H. circularisquama   OK1
H. arctica subsp. frigida   755_1
H. circularisquama   HG17
H. rotundata   SCCAP K-0479
H. steinii   SCCAP K-0481
H. steinii   AJ415514
H. illdefina   NCMA446 (tubulin clone G9)
H. ovata   NIES472
H. steinii   UTK G3
H. cf. pygmaea   VFAC24-1
H. illdefina   HtMH1
H. cf. pygmaea   UTEX2421
H. pygmaea   NCMA2770 (as Gl. hallii) 
Heterocapsa sp.   CS89 (as H. niei) 
H. pseudotriquetra   NIES473
H. rotundata   CCCM680
H. steinii   NCMA450
H. rotundata   NCMA1542


















































1316 URBAN TILLMANN ET AL.
whether the first apical and precingular plates share
an extensive suture (H. triquetra var. litoralis), or not
(“true” H. triquetra sensu Stein 1883), and (ii)
whether the APC is distinctly visible in LM (his for-
mae <apiculata>), or not (using the pure names for
taxa with “pseudoapex”).
The concept of such a “pseudoapex” has never
acted on a suggestion later, and a dinophyte species
exhibiting variability regarding this feature (i.e., the-
cate cells with and without APC in the same popula-
tion) is not documented unequivocally. The
observations of Lindemann (1924) can thus be
explained that he has most likely overlooked the flat
and inconspicuous APC (particularly in his early
reports; Lindemann 1918). In contrast to his clear
depictions of the general plate pattern, Linde-
mann’s erection of these varieties and forms remain
obscure, especially since Stein’s original illustrations
clearly show plate 10 in contact with plate 100 (i.e.,
corresponding to var. litoralis). In Lindemann’s cate-
gories, our material from Kiel Fjord (and from the
Irish field samples as well) refers without exception
to H. triquetra var. litoralis forma apiculata described
from the Golden Horn. Anyhow, there is no single
observation, in which plate 10 has not been in con-
tact with plate 100 (in a very few cases, the right
suture of plate 10 contacting the last apical plate 40
is shortened leading to contact of plate 10 with plate
600; Fig. S2A).
While the APC may be overlooked in LM, our
SEM study has revealed a number of structural
details. The APC of Heterocapsa triquetra sensu Stein
(1883) has a canal plate (X) resembling peridinioid
taxa (Fensome et al. 1993), but the position differs
when the first apical plate still has contact to Po
(Fig. 4). Anteriorly to the X-plate, there is an addi-
tional tongue-like structure with a plate-like appear-
ance (see also pl. 6B in Steidinger and Tangen
1996), which seems to cover the apical pore in lat-
eral view (Fig. 4F) like an umbrella. In internal view
of the APC, however, there are no indications that
this structure is a separate plate but rather is an
outer extension of the pore plate. Structures anteri-
orly of the X-plate are also known from Amphido-
mataceae (Tillmann et al. 2009, 2012) as well as
from Adenoides and Pseudadenoides (Hoppenrath
et al. 2003, 2017, Gomez et al. 2015). In published
micrographs of H. minima (Salas et al. 2014) and
H. niei (pl. 6C in Steidinger and Tangen 1996), a
similar though smaller structure is visible, which
function as a hinge or connection of the X-plate to
a more exposed and thinner coverplate. Here, the
coverplate seems to cover and close the apical pore
completely. In H. triquetra sensu Stein (1883), a sim-
ilar thin cover plate in the pore is likely present as
well but is obscured by the overlaying tongue-like
structure.
Compared with epithecal, hypothecal, and cingu-
lar plates, the architecture of the sulcal region is dif-
ficult to determine. The five sulcal plates reported
here are not a matter of dispute and are confirmed
by numerous studies (Morrill and Loeblich 1981,
Balech 1988, Iwataki 2002). However, the presence
of additional minute accessory plates has been
claimed. Morrill and Loeblich (1981) reported for
H. triquetra two extra small arc-like plates in the sul-
cal series as part of the conjunction area, where
plates Sa, Sd, and Ssa form the concave pocket with
FIG. 7. Maximum likelihood (ML) tree of 94 Heterocapsaceae s.str. OTUs, derived from the comparison of concatenated rRNA,
nuclear (b-tubulin), mitochondrial (MT-CYB, MT-CO1) and chloroplast gene (psbA) sequences. Major clades are indicated, bold lettering
indicate OTUs corresponding to type material, and OTUs assigned to Heterocapsa steinii, sp. nov., are shaded in gray. Branch lengths are
drawn to scale, with the scale bar indicating the number of nt substitutions per site. The numbers on the branches are statistical support
values (above: ML bootstrap values, values <50 are not shown; below: Bayesian posterior probabilities, values <0.90 are not shown). Aster-
isks indicate maximal support.
FIG. 8. (A) Stein’s original material of Heterocapsa triquetra sensu Stein (1883). Reproduction of Stein (1883), pl. III 30–40. (B) Stein0s
figure 35 and 36 complemented with Kofoidean plate labels in our interpretation.
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the two emerging flagella. These observations are
based on LM and disintegrated thecal plates, and
corresponding micrographs (Morrill and Loeblich
1981) show tiny dark structures. It is difficult to
decide whether these are additional plates or simply
artifacts but using LM, we cannot confirm addi-
tional plates in the sulcal area. Nevertheless, SEM
clearly reveals the presence of an additional struc-
ture in the contact area of plates Sa and Ssa (Fig. 5,
D and E), which might correspond to the structure
termed an accessory sulcal plate (Morrill and Loe-
blich 1981). However, the appearance is granular
and wrinkled and different from other thecal plates,
and we interpret this structure as a conglomerate of
fibers connected to the flagellar pore rather than
an extra plate.
Plate overlap pattern. In addition to the number
and arrangement of thecal plates, we determined
the plate overlap or imbrication pattern. Our obser-
vations are congruent to the epitheca overlap pat-
tern of Heterocapsa triquetra sensu Stein (1883)
reported by Lewis and Dodge (1990) and corre-
spond to a general gradient from dorsal to ventral
and from cingulum to poles. Generally, the plate
overlap pattern may be a useful aid in determining
plate homologies and phylogenetic relationships
(Netzel and D€urr 1984). For example, the central
ventral plate is overlapped by all adjacent epithecal
plates including the first apical plate 10. Usually,
plates of the precingular series overlap the first api-
cal plate (Dickensheets and Cox 1971, Below 1987a,
b, Fensome et al. 1993, Elbr€achter and Meyer 2001,
Tillmann and Elbr€achter 2010) and thus, the imbri-
cation pattern of the ventral epitheca provides evi-
dence for our interpretations that the central plate
is homologous with the anterior sulcal plate (Sa)
but not with a precingular plate. For H. triquetra
sensu Stein (1883), the fourth precingular plate is
the keystone plate. This is comparable to species of
Peridiniales with seven precingular plates (Elbr€ach-
ter and Meyer 2001), but different to species of
Gonyaulacales, where the third precingular plate is
the keystone plate (Dodge 1988, Fensome et al.
1993). It is also different from species of the
Amphidomataceae (whose taxonomic affiliation
remains unclear, for a discussion see Tillmann et al.
2014b), in which the third precingular plate is the
keystone plate (Tillmann et al. 2012, 2014a).
Plate overlap pattern have been described being
highly constant (Netzel and D€urr 1984, Elbr€achter
and Meyer 2001, Tillmann and Elbr€achter 2010), but
inverted plate overlap between the cingular plates C3
and C4 has been detected in this study commonly.
Such a flip-flop pattern in overlap is also present in
field samples of H. triquetra sensu Stein (1883;
Fig. S5, G–L) and is thus not a culture artifact. It
rather seems to represent a rare case of intra-specific
variability regarding the plate overlap pattern.
Plate pattern deviations. The pattern of the main
epithecal and hypothecal plates of Heterocapsa triquetra
sensu Stein (1883) reported here conforms to many
other reports (as discussed above), but Morrill and
Loeblich (1981) and Iwataki (2002) list three addi-
tional plates on the epitheca (one in each the apical,
the intercalary, and the precingular plate series) as
the dominant pattern, and Morrill and Loeblich
(1981) even listed an additional hypothecal poste-
rior intercalary plate (1p). It is unlikely that the
authors have investigated an alternate species
because of the very characteristic cell shape and
nucleus/pyrenoid positions of H. triquetra sensu
Stein (1883), and with the micrographs, drawings,
and additional information on body scale morpho-
logy found in Morrill and Loeblich (1981) and
Iwataki (2002). Explanatory evidence for their
observations is that deviating plate patterns can be
abundant in dinophyte cultivated material and have
also been commonly observed in strain UTKG7
(Figs. S2–S4). In most cases, these can be inter-
preted as fragmentation of specific plates.
More rarely among hundreds of inspected cells,
highly aberrant plate patterns also occurred indicat-
ing an in principle high level of flexibility in the
process of plate formation and organization. Gener-
ally, it is likely that growth in culture often leads to
enhanced levels of deviating plate number and
arrangement, as has been discussed for H. niei
(Balech 1977a), Peridinium (Elbr€achter and Meyer
2001), Azadinium (Tillmann et al. 2010), and Scripp-
siella (Gottschling et al. 2005). Supporting evidence
for this assumption is provided by our analysis of
the Irish field bloom sample: plate pattern is highly
conserved, although even here, a few cases of addi-
tional plates in most plate series are present
(Table 1). As a conclusion, we consider previous
reports of deviating plate patterns in H. triquetra
sensu Stein (1883) as misinterpretation of an unnat-
urally increased number in abnormal patterns of
cells in cultures.
Ultrastructure and scales. Our LM observations
indicate the presence of a single but reticulate plas-
tid in parietal arrangement. Other descriptions of
organelles for H. triquetra sensu Stein (1883) in the
literature differ and range from the presence of
many small plate-like chloroplasts (Paulsen 1908,
Lebour 1925, Hoppenrath et al. 2009) through a
single lobed or star-shaped chloroplast (Campbell
1973, Horiguchi 1990, Iwataki 2002). Admittedly, it
is difficult to show unequivocally whether there is a
single or more plastid(s) present, even using fluo-
rescence microscopy, and confocal laser scanning
microscopy and/or extensive TEM would be needed
for a final evaluation. Thus, deviating report about
the number of chloroplasts in H. triquetra sensu
Stein (1883) may refer to observational differences
rather than reflecting true and significant differ-
ences in cell morphology sufficient to assume differ-
ent species.
All Heterocapsa species possess one or several pyre-
noids (Iwataki 2008, Iwataki et al. 2009, Salas et al.
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2014), and the number, the position in the cell,
and the ultrastructure are species-specific and useful
for species identification (Tamura et al. 2005, Iwa-
taki 2008, Iwataki et al. 2009). In terms of ultrastruc-
ture, five pyrenoid types are distinguished in
dinophytes (Dodge and Crawford 1971). The pres-
ence or absence of tubular invaginations in the pyr-
enoid matrix has been further used to characterize
and to distinguish species (Horiguchi 1985, Tamura
et al. 2005). The posterior position and the ultra-
structure (“stalked pyrenoid with invaginations”) as
described here conform to previous descriptions of
H. triquetra sensu Stein (1883) (Dodge and Craw-
ford 1971).
The fine structure of the organic body scales is an
important taxonomic trait for identification of the
very similar small Heterocapsa species (Morrill and
Loeblich 1981, Hansen 1995, Iwataki et al. 2004,
Iwataki 2008, Rintala et al. 2010). The body scales
of strain UTKG7 confirm previous descriptions for
H. triquetra sensu Stein (1883; Pennick and Clarke
1977, Morrill and Loeblich 1981, Iwataki et al. 2004,
Table S2 in the Supporting Information, including
a detailed discussion about ambiguity in the original
studies). Intraspecific variability in scale morphology
has been documented (Iwataki et al. 2004) and
interpreted as different ontogenetic stages. Anyhow,
scales show some degree of different appearance in
our study, but there is no conclusive evidence for
intraspecific morphological variation in H. triquetra
sensu Stein (1883). Rather, scale morphology is
diagnostic for species delimitation in Heterocapsa
(Iwataki et al. 2004). An exception are H. triquetra
sensu Stein (1883) and H. pseudotriquetra having
indistinguishable scales (Iwataki et al. 2004), and
the sister species relationship shown in the molecu-
lar tree identifies the trait as syn-apomorphy of both
species.
Phylogenetic considerations. Our clarification of the
plate pattern of H. triquetra sensu Stein (1883) inevi-
tably brings up the point that the plate pattern of
the type is different to the plate pattern of all other
species currently placed in Heterocapsa. They have
without exception the plate pattern of APC, 50, 3a,
700, 6c, 5s, 5000, 20000 (Iwataki 2008), which initially has
been considered characteristic for Cachonina (Loe-
blich 1968). From a phylogenetic perspective, this
does not argue for a taxonomic separation of
Cachonina and Heterocapsa (Morrill and Loeblich
1981), but identifies the epithecal plate pattern of
40, 2a, 600 as aut-apomorphy of H. triquetra sensu
Stein (1883). Variation in epithecal plate number
within a taxon at the generic level is not restricted
to Heterocapsa but refers also to the concept of
Amphidiniopsis, Pyrophacus, Protoperidinium (Stei-
dinger and Tangen 1996), and Peridiniella (Balech
1977b). Another case comparable to Heterocapsa is
Azadinium from the Amphidomataceae. Here the
predominant epithecal plate conformation is 40, 3a,
600, whereas the species A. dalianense has only 3
apical and 2 intercalary plates (Luo et al. 2013),
and A. zhuanum has 4 apical and 2 intercalary plates
(Luo et al. 2017).
Irrespectively of the epithecal plate number, all
species of Heterocapsa share a peculiar location of
the first apical plate 10, which is in contact with a
single plate only that is interpreted as belonging to
the precingular series (i.e., plate 100). Moreover, the
presence of body scales of a very similar architecture
represents another striking apomorphy of entire
Heterocapsa. This view is strongly supported by the
molecular phylogeny, which unambiguously shows
that all species designated as Heterocapsa analyzed so
far constitute a monophyletic group of closely
related species (Fig. 8; see also Yoshida et al. 2003,
Stern et al. 2012, Salas et al. 2014).
A case of dispute in the past is Peridinium chattonii
from the Mediterranean Sea, which was described
with the same plate pattern as H. triquetra sensu Stein
(1883), namely 40, 2a, 600, 5000, 20000 (Biecheler 1952). A
corresponding combination under Heterocapsa by
Campbell (1973) was not validly published (ICN Art.
41.5.), but Morrill and Loeblich (1981) and Iwataki
(Iwataki 2002, 2008) also rejected the transfer
because of Heterocapsa having a greater number of
apical, intercalary, and precingular plates. Anyhow,
P. chattonii has the same plate pattern as H. triquetra
sensu Stein (1883), and the species is in need of re-
investigation as possible member of Heterocapsa.
Another interesting taxon is a species designated as
“Peridinium 1” by Barker (1935) with a plate pattern
illustrated as 30, 3a, 600, 5000, 20000. It was described as
rather similar to H. triquetra sensu Stein (1883),
though certainly being a distinct species. Also this
taxon is in need of re-investigation but if confirmed
to be a member of Heterocapsa, it would represent
another type of epithecal plate numbers.
Taxonomic conclusion. There can be little doubt
that we, based on material from the same locality,
successfully have established strains of the same spe-
cies illustrated more than a century ago as specified
in Stein (1883). The past confusion about the iden-
tity of H. triquetra sensu Stein (1883) and precise
morphological interpretations illustrate that the spe-
cies is an ambiguous taxon and therefore in need of
taxonomic clarification. If there is no contradiction
to the protologue, the International Code of
Nomenclature for algae, fungi, and plants (ICN;
McNeill et al. 2012) provides the effective tool to
designate an interpretative epitype. This procedure
has been successfully applied for several taxa in the
past (Zinßmeister et al. 2011, Kretschmann et al.
2015a,b, 2017) but in case of H. triquetra sensu Stein
(1883), there is nothing to epitypify. The formal type
of this name refers to a species of Kryptoperidinium
and has been collected in the Baltic Sea off Wismar
(Gottschling et al. 2017) being more than 100 km
distant from Kiel. Even when Stein published images
of a new species with legend, he failed in formally
describing this species. Astonishingly, generations of
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dinophyte specialists referred to the taxonomic con-
cept of an undescribed species. To overcome these
shortcomings, we formally describe here the species
behind the well-known concept using Stein’s figure
as part of the protologue. In an all evidence
approach, we provide an authentic strain, LM, SEM,
TEM, and molecular data for comparative purposes.
Heterocapsa steinii Tillmann, Gottschling, Hoppen-
rath, Kusber & Elbr€achter, sp. nov.—
Description: Small, phototrophic thecate dinophyte;
cells 17.8–25.9 lm long and 13.0–17.6 lm wide;
biconical through fusiform with a characteristically
short, horn-like protuberance at the antapex;
nucleus large, located in the episome; pyrenoid 1,
large, located in the lower cingular plane; tabula-
tion formula: APC (Po, cp?, X), 40, 2a, 600, 6c, 5s,
5000, 20000. Heterocapsa steinii, sp. nov., shares body
scale morphology with its sister species H. pseudotri-
quetra, but differs by its epithecal plate pattern, its
shape, and molecular sequence characters.
Holotype, designated here: [illustration] pl. III: fig.
35! in Stein (1883), showing a non-fossil individual,
see also our Fig. 8.
Holotype locality: Baltic Sea, off Germany: either
Kiel or Wismar (Stein 1883), probably late summer
1879 according to Wetzel (1885).
Epitype, designated here: [non-fossil] SEM-stub
prepared from clonal strain UTKG7 (designated
CEDiT2017E65, see Fig. 1N), deposited at the
Senckenberg Research Institute and Natural History
Museum, Centre of Excellence for Dinophyte Tax-
onomy, Senckenberg am Meer Wilhelmshaven, Ger-
many); duplicates: [non-fossil] formalin-fixed
sample prepared from clonal strain UTKG7 (desig-
nation CEDiT2017I66) deposited at the Sencken-
berg Research Institute and Natural History
Museum, Centre of Excellence for Dinophyte Tax-
onomy, Senckenberg am Meer Wilhelmshaven, Ger-
many).
Epitype locality: Baltic Sea, off Germany: Schleswig-
Holstein, Kiel (54.32° N, 10.15° E)
Habitat: marine and brackish water, plankton.
Strain establishment: sampled by A. Tillmann on
August 7, 2013, isolated by U. Tillmann on August
8, 2013.
Etymology: The present species was illustrated
(Stein 1883) but hitherto not formally described as
new species. The epithet thus refers to the distin-
guished person who first observed this species of
Heterocapsa.
Registration: http://phycobank.org/100010
We thank Anette Tillmann (AWI Bremerhaven) for taking
the samples in Kiel. Rafael Salas (Marine Institute, Galway,
Ireland) kindly provided the Heterocapsa bloom field samples
from Ireland. Erhard Rhiel (Carl-von-Ossietzky-Universit€at,
Oldenburg, Germany) is thanked for help with negative stain-
ing TEM, Janis Ortgies (Senckenberg am Meer, DZMB) for
help with TEM work, and Nancy K€uhne (AWI Bremerhaven)
for DNA extraction and sequencing. ME thanks the Alfred
Wegener Institute (List/Sylt) for the continued use of
research facilities. Financial support was provided by the
PACES research program of the Alfred Wegener Institute as
part of the Helmholtz Foundation initiative in Earth and
Environment.
Baek, S. H., Ki, J. S., Katano, T., You, K., Park, B. S., Shin, H. H.,
Shin, K., Kim, Y. O. & Han, M. S. 2011. Dense winter bloom
of the dinoflagellate Heterocapsa triquetra below the thick sur-
face ice of a brackish Lake Shiwa, Korea. Phycol. Res. 59:273–
85.
Balech, E. 1977a. Cachonina niei Loeblich (Dinoflagellata) y sus
variaciones. Buenos Aires Physis Seccion A 36:59–64.
Balech, E. 1977b. Cuatro especies de “Gonyaulax” sensu lato, y
cosiderationes sobre el genera (Dinoflagellata). Rev. Museo.
Argentino Ciene. Nat. “Bernardino Rivadaria”, Hidrobiol. 5:
115–135.
Balech, E. 1988. Los dinoflagellados del Atlantico sudoccidental.
Publicaciones Especiales Instituto Espa~nol de Oceanografia 1:1–
310.
Barker, H. A. 1935. The culture and physiology of the marine
Dinoflagellates. Arch. Mikrobiol. 6:157–81.
Below, R. 1987a. Evolution und Systematik von Dinoflagellaten-
Zysten aus der Ordnung Peridiniales. I Allgemeine Grundla-
gen und Subfamilie Rhaetogonyaulacoideae (Familie Peri-
diniaceae). Palaeontographica Abt. B 205:1–164.
Below, R. 1987b. Evolution und Systematik von Dinoflagellaten-
Zysten aus der Ordnung Peridiniales. II Cladiopyxiaceae und
Valvaeodiniaceae. Palaeontographica Abt. B 206:1–115.
Biecheler, B. 1952. Recherches sur les Peridiniens. Bull. Biol. Fr.
Belg. Suppl. 36:1–149.
Braarud, T. 1935. The “Ost” expedition to the Denmark Strait
1929. II. The phytoplankton and its conditions of growth.
Det Norske Vidensk.- Akad. I Oslo. Hvalradets Skr. 10:1–173.
Braarud, T. & Pappas, I. 1951. Experimental studies on the
dinoflagellate Peridinium triquetrum (Ehrb.) Lebour. Avhan-
dlinger Utgitt Av Det Norske Videnskaps-Academi Oslo. I. Mat. Nat-
urv. Klasse 2:1–23.
Brummitt, R. K. & Powell, C. E. 1992. Authors of plant names: A list
of authors of scientific names of plants, with recommended standard
forms of their names, including abbreviations. Royal Botanic Gar-
dens, Kew, 736p.
B€utschli, O. 1885. Dinoflagellata. In Bronn, H. G. [Ed.] Bronn’s
Klassen und Ordnungen des Thierreichs. C.F. Winter’sche Verlag-
shandlung, Leipzig und Heidelberg, Germany, pp. 906–1029.
Campbell, P. H. 1973. Studies on Brackish Water Phytoplankton. Sea
Grant Publications, University of North Carolina, Chapel
Hill, North Carolina, 403 pp.
Carstensen, J., Klais, R. & Cloern, J. E. 2015. Phytoplankton
blooms in estuarine and coastal waters: seasonal patterns
and key species. Estuar. Coast. Shelf Sci. 162:98–109.
Delage, Y. & Herouard, E. 1896. Traite de Zoologie Concrete. I. La
Cellule et les Protozoaires. Schleicher Freres, Paris, 650 pp.
Dickensheets, R. E. & Cox, E. R. 1971. Thecal ultrastructure of
Scrippsiella faeroense. Protoplasma 73:139–43.
Dodge, J. D. 1982. The Dinoflagellates of the British Isles. Her Majes-
ty0s Stationery Office, London, 303 pp.
Dodge, J. D. 1988. An SEM study of the thecal division in Gonyau-
lax (Dinophyceae). Phycologia 27:241–7.
Dodge, J. D. & Crawford, R. M. 1971. A fine-structural survey of
dinoflagellate pyrenoids and food-reserves. Bot. J. Linn. Soc.
64:105–13.
Ehrenberg, C. G. 1840. 274 Bl€atter von ihm selbst ausgef€uhrter
Zeichnungen von eben sovielen Arten. Berichte €uber die zur
Bekanntmachung geeigneten Verhandlungen der K€oniglich Preussis-
chen Akademie der Wissenschaften zu Berlin, 1840 pp. 197-219.
Elbr€achter, M. & Meyer, B. 2001. Plate pattern variability and
plate overlap in a clonal culture of the freshwater dinoflagel-
late Peridinium umbonatum STEIN species complex (Dino-
phyceae). Neues Jb. Geol. Pal€aontol. Abh. 219:221–7.
Fawcett, R. C. & Parrow, M. W. 2014. Mixotrophy and loss of pho-
totrophy among geographic isolates of freshwater Esoptro-
dinium/Bernardinium sp. (Dinophyceae). J. Phycol. 50:55–70.
1320 URBAN TILLMANN ET AL.
Fensome, R. A., Taylor, F. J. R., Norris, G., Sarjeant, W. A. S.,
Wharton, D. I. & Williams, G. L. 1993. A classification of liv-
ing and fossil dinoflagellates. Micropaleontol. Spec. Pub. 7:1–
351.
Fritz, L. & Triemer, R. E. 1985. A rapid simple technique utilizing
Calcofluor white M2R for the visualization of dinoflagellate
thecal plates. J. Phycol. 21:662–4.
Fukuda, Y. & Endoh, H. 2008. Phylogenetic analyses of the
dinoflagellate Noctiluca scintillans based on beta-tubulin and
Hsp90 genes. Europ. J. Protistol. 44:27–33.
Gomez, F., Onuma, R., Artigas, L. F. & Horiguchi, T. 2015. A
new definition of Adenoides eludens, an unusual marine sand-
dwelling dinoflagellate without cingulum, and Pseudadenoides
kofoidii gen. & comb. nov. for the species formwerly known
as Adenoides eludens. Eur. J. Phycol. 50:125–38.
Gottschling, M., Knop, R., Pl€otner, J., Kirsch, M., Willems, H. &
Keupp, H. 2005. A molecular phylogeny of Scrippsiella sensu
lato (Calciodinellaceae, Dinophyta) with interpretations on
morphology and distribution. Eur. J. Phycol. 40:207–20.
Gottschling, M., S€ohner, S., Zinßmeister, C., John, U., Pl€otner, J.,
Schweikert, M., Aligizaki, K. & Elbr€achter, M. 2012. Delimita-
tion of the Thoracosphaeraceae (Dinophyceae), including
the calcareous dinoflagellates, based on large amounts of
ribosomal RNA sequence data. Protist 163:15–24.
Gottschling, M., Tillmann, U., Kusber, W. H., Hoppenrath, M. &
Elbr€achter, M. in revision. A Gordian knot: nomenclature
and taxonomy of Heterocapsa triquetra (Ehrenb.) F. Stein
(Heterocapsaceae, Peridiniales). Taxon (in revision).
Grontved, J. & Seidenfaden, G. 1938. The phytoplankton of the
waters west of Greenland. Medd. Gronl. 82:1–380.
Guiry, M. D. 2017. AlgaeBase. World-wide electronic publication,
National University of Ireland, Galway. Available at http://
www.algaebase.org (searched on 07 June 2017).
Hansen, G. 1989. Ultrastructure and morphogenesis of scales in
Katodinium rotundatum (Lohmann) Loeblich (Dinophyceae).
Phycologia 28:385–94.
Hansen, G. 1995. Analysis of the thecal plate pattern in the
dinoflagellate Heterocapsa rotundata (Lohmann) comb. nov.
(= Katodinium rotundatum (Lohmann) Loeblich). Phycologia
34:166–70.
Hoppenrath, M., Elbr€achter, M. & Drebes, G. 2009. Marine Phyto-
plankton. E. Schweizerbart0sche Verlagsbuchhandlung, Stutt-
gart, Germany, 264 pp.
Hoppenrath, M., Schweikert, M. & Elbr€achter, M. 2003. Morpho-
logical reinvestigation and characterisation of the marine,
sand-dwelling dinoflagellate Adenoides eludens (Dinophyceae).
Eur. J. Phycol. 38:385–94.
Hoppenrath, M., Yubuki, N., Stern, R. & Leander, B. S. 2017.
Ultrastructure and molecular phylogenetic position of a new
marine sand-dwelling dinoflagellate from British Columbia,
Canada: Pseudadenoides polypyrenoides sp. nov. (Dinophyceae).
Eur. J. Phycol. 52:208–24.
Horiguchi, T. 1985. Heterocapsa circularisquama sp. nov. (Peri-
diniales, Dinophyceae): a new marine dinoflagellate causing
mass mortality of bivalves in Japan. Phycol. Res. 43:129–36.
Horiguchi, T. 1990. Heterocapsa triquetra. In Fukuyo, Y., Takano,
H., Chihara, M. & Matsuoka, K. [Eds.] Red Tide Organisms in
Japan - An Illustrated Taxonomic Guide. Uchida Rakahuko,
Tokyo, pp. 118–9.
Iwataki, M. 2002. Taxonomic Study on the Genus Heterocapsa (Peri-
diniales, Dinophyceae). Doctoral thesis, Dep. of Aquatic Bio-
science, University of Tokyo, Tokyo, 144 pp.
Iwataki, M. 2008. Taxonomy and identification of the armored
dinoflagellate genus Heterocapsa (Peridiniales, Dinophyceae).
Plankton Benthos Res. 3:135–42.
Iwataki, M., Botes, L., Sawaguchi, T., Sekuguchi, K. & Fukuyo, Y.
2003. Cellular and body scale structure of Heterocapsa ovata
sp. nov. and Heterocapsa orientalis sp. nov. (Peridinales, Dino-
phyceae). Phycologia 42:629–37.
Iwataki, M., Hansen, G., Sawaguchi, T., Hiroishi, S. & Fukuyo, Y.
2004. Investigations of body scales in twelve Heterocapsa spe-
cies (Peridinales, Dinophyceae), including a new species H.
pseudotriquetra sp. nov. Phycologia 43:394–403.
Iwataki, M., Kawami, H., Van Nguyen, N., Luong, Q. D., Ton, T.
P., Fukuyo, Y. & Matsuoka, K. 2009. Cellular and body scale
morphology of Heterocapsa huensis sp. nov. (Peri-
diniales, Dinophyceae) found in Hue, Vietnam. Phycol. Res.
57:87–93.
Iwataki, M., Wong, M. W. & Fukuyo, Y. 2002. New record of Hete-
rocapsa circularisquama (Dinophyceae) from Hong Kong. Fish.
Sci. 68:1161–3.
Jephson, T., Fagerberg, T. & Carlsson, P. 2011. Dependency of
dinoflagellate vertical migration on salinity stratification.
Aquat. Microb. Ecol. 63:255–64.
Katoh, K. & Standley, D. M. 2013. MAFT Multiple sequence align-
ment software version 7: improvements in performance and
usability. Mol. Biol. Evol. 30:772–80.
Keller, M. D., Selvin, R. C., Claus, W. & Guillard, R. R. L. 1987.
Media for the culture of oceanic ultraphytoplankton. J. Phy-
col. 23:633–8.
Kretschmann, J., Elbr€achter, M., Zinßmeister, C., S€ohner, S.,
Kirsch, M., Kusber, W. H. & Gottschling, M. 2015a. Taxo-
nomic clarification of the dinophyte Peridinium acuminatum
Ehrenb.,  Scrippsiella acuminata, comb. nov. (Thora-
cosphaeraceae, Peridiniales). Phytotaxa 220:239–56.
Kretschmann, J., Filipowicz, N. H., Owsianny, P. M., Zinßmeister,
C. & Gottschling, M. 2015b. Taxonomic clarification of
the unusual dinophyte Gymnodinium limneticum Wołosz.
(Gymnodiniaceae) from the Tatra Mountains. Protist
166:621–37.
Kretschmann, J., Zerdoner Calasan, A., Kusber, W. H. & Gottschl-
ing, M. in press. Still curling after all these years: Glenodinium
apiculatum Ehrenb. (Peridiniales, Dinophyceae) repeatedly
found at its type locality in Berlin (Germany). Syst. Biodivers.
in press.
Lebour, M. V. 1925. The Dinoflagellates of the Northern Seas. Mar.
Biol. Ass. U.K., Plymouth, 250 pp.
Legrand, C., Graneli, E. & Carlsson, P. 1998. Induced phagotro-
phy in the photosynthetic dinoflagellate Heterocapsa triquetra.
Aquat. Microb. Ecol. 15:65–75.
Lenz, J. 1977. Plankton populations. In Rheinheimer, G. [Ed.]
Microbial Ecology of a Brackish Water Environment. Springer,
Berlin, pp. 79–89.
Lewis, J. & Dodge, J. D. 1990. The use of the SEM in dinoflagel-
late taxonomy. In Claugher, D. [Ed.] Scanning Electron Micro-
scopy in Taxonomy and Functional Morphology, Special Vol. 41.
Clarendon Press, The Systematics Association, Oxford, pp.
125–48.
Lindemann, E. 1918. Untersuchungen €uber S€ußwasserperidineen
und ihre Variationsformen II. Archiv f€ur Naturgeschichte
84:121–94.
Lindemann, E. 1924. Der Bau der H€ulle bei Heterocapsa und Kryp-
toperidinium foliaceum (Stein) n. nom. (Zugleich eine
vorl€aufige Mitteilung). Bot. Arch. 5:114–20.
Lindholm, T. & Nummelin, C. 1999. Red tide of the dinoflagel-
late Heterocapsa triquetra (Dinophyta) in a ferry-mixed coastal
inlet. Hydrobiologia 393:245–51.
Litaker, R. W., Tester, P. A., Duke, C. D., Kenney, B. E., Pinckney,
J. L. & Ramus, J. 2002a. Seasonal niche strategy of the
bloom-forming dinoflagellate Heterocapsa triquetra. Mar. Ecol.
Prog. Ser. 232:45–62.
Litaker, R. W., Warner, V. E., Rhyne, C., Duke, C. D., Kenney, B.
E., Ramus, J. & Tester, P. A. 2002b. Effect of dial and inter-
day variations in light on the cell division pattern and in situ
growth rates of the bloom-forming dinoflagellate Heterocapsa
triquetra. Mar. Ecol. Prog. Ser. 232:63–74.
Loeblich, A. R. 1968. A new marine dinoflagellate genus, Cachon-
ina, in axenic culture from the Salton Sea, California with
remarks on the genus Peridinium. P. Biol. Soc. Wash. 81:91–6.
Loeblich, A. R., Schmidt, R. J. & Sherley, J. L. 1981. Scanning
electron microscopy of Heterocapsa pygmaea sp. nov., and evi-
dence for polyploidy as a speciation mechanism in dinoflag-
ellates. J. Plankton Res. 3:67–79.
Lohmann, H. 1908. Untersuchungen zur Feststellung des
vollst€andigen Gehaltes des Meeres an Plankton. Wiss. Meere-
sunters. 10:129–370.
HETEROCAPSA TRIQUETRA SENSU STEIN 1321
Luo, Z., Gu, H., Krock, B. & Tillmann, U. 2013. Azadinium dalia-
nense, a new dinoflagellate from the Yellow Sea, China. Phy-
cologia 52:625–36.
Luo, Z., Krock, B., Mertens, K., Nezan, E., Chomerat, N., Bilien,
G., Tillmann, U. & Gu, H. 2017. Adding new pieces to the
Azadinium (Dinophyceae) diversity and biogeography puzzle:
non-toxigenic Azadinium zhuanum sp. nov. from China, toxi-
genic A. poporum from the Mediterranean, and a non-toxi-
genic A. dalianense from the French Atlantic. Harmful Algae
66:65–78.
Matsuyama, Y. & Suzuki, T. 1998. Free fatty acid in Heterocapsa cir-
cularisquama and Heterocapsa triquetra (Dinophyceae). Fish.
Sci. 64:662–3.
Matsuyama, Y., Uchida, T. & Honjo, T. 1997. Toxic effects of the
dinoflagellate Heterocapsa circularisquama on clearence rate of
the blue mussel Mytilus galloprovincialis. Mar. Ecol. Prog. Ser.
146:73–80.
McEwan, M., Humayun, R., Slamovits, C. H. & Keeling, P. J. 2008.
Nuclear genome sequence survey of the dinoflagellate Hetero-
capsa triquetra. J. Eukaryot. Microbiol. 55:530–5.
McNeill, J., Barrie, F. R., Buck, W. R., Demoulin, V., Greuter, W.,
Hawksworth, D. L., Herendeen, P. S. et al. 2012. International
Code of Nomenclature for algae, fungi and plants (Melbourne Code)
adopted by the Eighteenth International Botanical Congress Mel-
bourne, Australia, July 2011. Gantner, Lichtenstein.
Meunier, A. 1910. Microplankton des mers de Barent et de Kara. Cam-
pagne artique, Br€ussel.
Meunier, A. 1919. Microplankton de la Mer Flamande. 3. Les
Peridiniens. Mem. Mus. Roy. Hist. Nat. Bruxelles 8:116.
Miller, M. A., Pfeiffer, W. & Schwartz, T. 2010. Creating the
CIPRES Science Gateway for inference of large phylogenetic
trees. In Proceedings of the Gateway Computing Environ-
ments Workshop (GCE). New Orleans, Louisiana, USA, pp.
1-8.
Montresor, M. 1995. Scrippsiella ramonii sp. nov. (Peridiniales,
Dinophyceae), a marine dinoflagellate producing a calcare-
ous resting cyst. Phycologia 34:87–91.
Morrill, L. C. & Loeblich, A. R. III 1981. A survey for body scales
in dinoflagellates and a revision of Cachonina and Heterocapsa
(Pyrrhophyta). J. Plankton Res. 3:53–65.
Morrill, L. C. & Loeblich, A. R. III 1984. Cell division and refor-
mation of the amphiesma in the pelliculate dinoflagellate,
Heterocapsa niei. J. Mar. Biol. Assoc. U.K. 64:939–53.
Nagai, K., Matsuyama, Y., Uchida, T., Yamaguchi, M., Ishimura,
M., Nishimura, A., Akamatsu, S. & Honjo, T. 1996. Toxicity
and LD50 levels of the red tide dinoflagellate Heterocapsa cir-
cularisquama on juvenile pearl oysters. Aquacult. Res. 144:149–
54.
Netzel, H. & D€urr, G. 1984. Dinoflagellate cell cortex. In Spector,
D. L. [Ed.] Dinoflagellates. Academic Press Inc., Orlando,
Florida, pp. 43–105.
Olli, K. 2004. Temporary cysts formation of Heterocapsa tri-
quetra (Dinophyceae) in natural populations. Mar. Biol.
145:1–8.
Orr, R., Murray, S. A., St€uken, A., Rhodes, L. & Jakobsen, K. S.
2012. When naked became armored: an eight-gene phy-
logeny reveals monophyletic origin of theca in dinoflagel-
lates. PLoS ONE 7:e50004.
Paulmier, G. 1992. Catalogue illustre des microphytes planktoni-
que et benthique des cotes normandes. Rapports internes de
la Direction des Resources Vivantes de L‘IFREMER.
Paulsen, O. 1908. XVIII. Peridiniales. In Brandt, K. & Apstein, C.
[Eds.] Nordisches Plankton. Lipsius and Tischer, Kiel, pp. 1–
124.
Pennick, N. C. & Clarke, K. J. 1977. The occurrence of scales in
the peridinian dinoflagellate Heterocapsa triquetra (Ehrenb.)
Stein. Br. Phycol. J. 12:63–6.
Price, D. C. & Bhattacharya, D. 2017. Robust Dinoflagellata phy-
logeny inferred from public transcriptome databases. J. Phy-
col. 53:725–9.
Rintala, J. M., H€allfors, H., H€allfors, S., H€allfors, G., Majaneva, M.
& Blomster, J. 2010. Heterocapsa artica subsp. frigida subsp.
nov. (Peridiniales, Dinophyceae) - Description of a new
dinoflagellate and its occurence in the Baltic Sea. J. Phycol.
46:751–62.
Ronquist, F., Teslenko, M., van der Mark, P., Ayres, D. L., Dar-
ling, A., H€ohna, S., Larget, B., Liu, L., Suchard, M. A. &
Huelsenbeck, J. P. 2012. MrBayes 3.2: efficient Bayesian phy-
logenetic inference and model choice across a large model
space. Syst. Biol. 61:539–42.
Salas, R., Tillmann, U. & Kavanagh, S. 2014. Morphology and
molecular characterization of the small armoured dinoflagel-
late Heterocapsa minima (Peridiniales, Dinophyceae). Eur. J.
Phycol. 49:413–28.
Saldarriaga, J. F., McEwan, M. L., Fast, N. M., Taylor, F. J. & Keel-
ing, P. J. 2003. Multiple protein phylogenies show that Oxy-
rrhis marina and Perkinsus marinus are early branches of the
dinoflagellate lineage. Int. J. Syst. Evol. Microbiol. 53:355–65.
Schiller, J. 1937. Dinoflagellatae (Peridineae) in monographischer
Behandlung. Dr. L. Rabenhorst0s Kryptogamen-Flora von
Deutschland, €Osterreich und der Schweiz, Bd. Johnson, New
York, 590 pp.
Sch€utt, F. 1895. Ergebnisse der Plankton-Expedition der Humboldt-Stif-
tung. Bd. IV. Peridineen der Plankton-Expedition. Lipsius and Tis-
cher, Kiel.
Stamatakis, A. 2014. RAxML version 8: a tool for phylogenetic
analysis and post-analysis of large phylogenies. Bioinformatics
30:1312–3.
Steidinger, K. A. & Tangen, K. 1996. Dinoflagelates. In Tomas, C.
R. [Ed.] Identifying Marine Diatoms and Dinoflagellates. Aca-
demic Press, San Diego, California, pp. 387–570.
Stein, F. 1883. Der Organismus der Infusionsthiere nach eigenen
Forschungen in systematischer Reihenfolge bearbeitet. III. Abt. II.
H€alfte. Die Naturgeschichte der Arthrodelen Flagellaten. W. Engel-
mann, Leipzig.
Stern, R. F., Andersen, R. A., Jameson, I., K€upper, F. C., Coffroth,
M. A., Vaulot, D., Gall, F. L. et al. 2012. Evaluating the ribo-
somal internal transcribed spacer (ITS) as a candidate
dinoflagellate barcode marker. PLoS ONE 7:1–12.
Tamura, M., Iwataki, M. & Horiguchi, T. 2005. Heterocapsa psam-
mophila sp. nov. (Peridiniales, Dinophyceae), a new sand-
dwelling marine dinoflagellate. Phycol. Res. 53:303–11.
Tas, S. 2016. A prolonged red tide of Heterocapsa triquetra
(Ehrenberg) F. Stein (Dinophyceae) and phytoplankton
succession in an eutrophic estuary (Turkey). Medit. Mar. Sci.
16:621–7.
Tillmann, U. & Elbr€achter, M. 2010. Plate overlap pattern of Aza-
dinium spinosum Elbr€achter et Tillmann (Dinophyceae), the
newly discovered primary source of azaspiracid toxins. In Ho,
K. C., Zhou, M. J. & Qi, Y. Z. [Eds.] Proceedings of the 13th
International Conference on Harmful Algae. Environmental
Publication House, Hong Kong, pp. 42–4.
Tillmann, U. & Elbr€achter, M. 2013. Cell division in Azadinium
spinosum (Dinophyceae). Bot. Mar. 56:399–408.
Tillmann, U., Elbr€achter, M., John, U., Krock, B. & Cembella, A.
2010. Azadinium obesum (Dinophyceae), a new nontoxic spe-
cies in the genus that can produce azaspiracid toxins. Phycolo-
gia 49:169–82.
Tillmann, U., Elbr€achter, M., Krock, B., John, U. & Cembella, A.
2009. Azadinium spinosum gen. et sp. nov. (Dinophyceae)
identified as a primary producer of azaspiracid toxins. Eur. J.
Phycol. 44:63–79.
Tillmann, U., Gottschling, M., Nezan, E., Krock, B. & Bilien, G.
2014a. Morphological and molecular characterization of
three new Azadinium species (Amphidomataceae, Dino-
phyceae) from the Irminger Sea. Protist 165:417–44.
Tillmann, U., Jaen, D., Fernandez, L., Gottschling, M., Witt, M.,
Blanco, J. & Krock, B. 2017. Amphidoma languida
(Amphidomatacea, Dinophyceae) with a novel azaspiracid
toxin profile identified as the cause of molluscan contamina-
tion at the Atlantic coast of southern Spain. Harmful Algae
62:113–26.
Tillmann, U., Salas, R., Gottschling, M., Krock, B., O0Driscoll, D.
& Elbr€achter, M. 2012. Amphidoma languida sp. nov. (Dino-
phyceae) reveals a close relationship between Amphidoma and
Azadinium. Protist 163:701–19.
1322 URBAN TILLMANN ET AL.
Tillmann, U., Salas, R., Jauffrais, T., Hess, P. & Silke, J. 2014b.
AZA: the producing organisms - biology and trophic transfer.
In Botana, L. M. [Ed.] Seafood and Freshwater Toxins. CRC
Press, Boca Raton, Florida, pp. 773–98.
Wasmund, N., Gobel, J. & Von Bodungen, B. 2008. 100-years-
changes in the phytoplankton community of Kiel Bight (Bal-
tic Sea). J. Mar. Syst. 73:300–22.
Wetzel, J. 1885. Hofrath Friedrich Ritter von Stein. Lotos 34:XXIII–
XXXII.
Yoshida, T., Nakai, R., Seto, H., Wang, M. K., Iwataki, M. &
Hiroishi, S. 2003. Sequence analysis of 5.8S rDNA and the
internal transcribed spacer region in dinoflagellate Hetero-
capsa species (Dinophyceae) and development of selective
PCR primers for the bivalve killer Heterocapsa circularisquama.
Microbes Environ. 18:216–22.
Zhang, H., Bhattacharya, D. & Lin, S. 2007. A three-gene
dinoflagellate phylogeny suggests monophyly of prorocen-
trales and a basal position for Amphidinium and Heterocapsa.
J. Mol. Evol. 65:463–74.
Zinßmeister, C., S€ohner, S., Facher, E., Kirsch, M., Meier, K. J.
S. & Gottschling, M. 2011. Catch me if you can: the
identity of Scrippsiella trochoidea (F.Stein) A.R.Loebl. (Thora-
cospaeraceae, Dinophyceae). Syst. Biodivers. 9:145–57.
Supporting Information
Additional Supporting Information may be
found in the online version of this article at the
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Figure S1. Plate overlap pattern of Heterocapsa
triquetra sensu Stein (1883) (strain UTKG7) as
inferred from thecae with growth bands, slightly
disarranged plates or interior views of the
epitheca (A–C), hypotheca (D–E), and cingular
plates (G–L). Black or white arrows indicate direc-
tion of plate overlap. Note that in (A–B) and (D–
E), broad bulging growth bands are present on
overlapping plate margins only, whereas under-
lapping plate margins are characterized by a nar-
row bulge. Note that within the cingular series
both plate C3 (G–I) and plate C4 (J–L) overlap
both neighboring thus being keystone plates.
Scale bars = 2 lm.
Figure S2. Variations in plate pattern of Hetero-
capsa triquetra sensu Stein (1883) observed in cul-
tivated material (strain UTKG7). (A–C) Basic
plate pattern, but unusual shape/size of particu-
lar plates. (A) Plate 40 much smaller than usual.
(B) Plate 30 with aberrant shape. (C) Apical plates
20 and 30 with aberrant shape. (D–L) Variations in
plate number. (D–F) Five apical plates due to an
additional suture dividing plate 40. Note that one
of the dived plates may have lost contact to the
pore plate (black arrow in F) formally becoming
an epithecal ventral intercalary plate. (G) Subdivi-
sion of plate 30. (H) Subdivision of both plates 20
und 40. (I) Presence of 7 precingular plates due
to subdivision of plate 500. (J) Presence of three
dorsal intercalary plates due to subdivision of
plate 1a. (K) Subdivision of both plates 30 and 1a.
(L) Multiple subdivisions of epithecal plates 30,
1a, and 400 leading to 5 apicals, three intercalary
plates, and 7 precingular plates. Scale
bars = 2 lm.
Figure S3. Variations in plate pattern of Hetero-
capsa triquetra sensu Stein (1883) observed in cul-
tivated material (UTKG7). (A–C) Reduction in
plate number due to fusion of plates. (A–B)
Fusion of plates 20 and 30. Note that plate
arrangement can be disturbed as well, an inter-
calary plate can exceed, for example, exception-
ally into contact to the pore plate (white arrow in
A), or plate 100 can exceptionally contact plate 1a
(black arrow in A). (C) Fusion of plates 2a and
40. (D) Fusion of plates 10 and Sa. Note that there
is an additional subdivision of plate 40. (E) Fusion
of plates 10 and 20. (F) Fusion of plates 20 and 100.
(G) Fusion of plates 300 and 400. Note that there is
an additional subdivision of plate 40. (H) Deviat-
ing plate pattern, here interpreted that plate 20
had lost contact to the pore plate. (I) Deviating
plate pattern interpreted that plate 10 had lost
contact to the pore plate with a subdivision of
plate 40. (J) Deviating plate patter interpreted that
plate 2a exceptionally got into contact to the pore
plate (white arrow in J). Note the multiple subdi-
visions of precingular plates (400 and 500). (K)
Deviating plate pattern interpreted here as extre-
mely aberrant size of apical plates, subdivision of
intercalary plate 1a, and fusion of plates 300 and
400. (L) Deviating plate pattern interpreted here
as aberrant size of apical plates, fusion of plates 20
and 30, and fusion of plates 1a and 2a. Scale
bars = 2 lm.
Figure S4. Variations in plate pattern of Hetero-
capsa triquetra sensu Stein (1883) observed in cul-
tivation (strain UTKG7). (A–B) Presence of six
precingular plates due to subdivision of plate 1‴
(A) or plate 5‴ (B). (C–D) Presence of four
precingular plates due to fusion of plates 2‴ and
3‴ (C), or of plates 4‴ and 5‴ (D). (E) Presence
of one antapical plate (possible fusion of plates
10000 and 20000). (F) Presence of three antapical
plates due to a subdivision of plate 10000. (G) Pres-
ence of seven cingular plates due to subdivision
of plate C1. (H) Presence of three small median
sulcal plates due to subdivision of plate Ssp. (I)
Epitheca in ventral view showing fusion of plates
10 and Sa. Scale bars = 2 lm.
Figure S5. Electron microscopy of Heteropcapsa
triquetra sensu Stein (1883) harvested from a natu-
ral population collected at the Bandon lower river
estuary, Ireland. (A, B) Whole cell in (A) ventral
and (B) dorsal view. (C–E) Epithecal plates in (C,
D) external or (E) internal view. (F) Hypothecal
plates. (G–L) Cingular plates indicating plate
overlap (black arrows) of the dorsal cingular
plates C3 and C4. (G–I) Plate C3 overlaps plate
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C4. (J–L) Plate C4 overlaps plate C3. Scale
bars = 2 lm.
Figure S6. Maximum Likelihood (ML) tree of
94 Heterocapsaceae (plus 127 outgroup) OTUs,
derived from the comparison of concatenated
rRNA, nuclear (b-tubulin), mitochondrial (MT-
CYB, MT-CO1) and chloroplast gene (psbA)
sequences. Major clades are indicated, bold letter-
ing indicate OTUs corresponding to type material,
and OTUs assigned to Heterocapsa steinii, sp. nov.,
are shaded in gray. Branch lengths are drawn to
scale, with the scale bar indicating the number of
nt substitutions per site. The numbers on the
branches are statistical support values (above: ML
bootstrap values, values <50 are not shown; below:
Bayesian posterior probabilities, values <.90 are
not shown). Asterisks indicate maximal support.
(Abbreviations: dt, Kryptoperidiniaceae; E/Pe,
clade including Ensiculifera and Pentapharsodinium;
PER, Peridiniaceae s.str.; POP, Peridiniopsidaceae;
T/Pf, clade including Pfiesteria and Thoracosphaera).
Table S1. Voucher list. All names are given
under the rules of the ICN, the author standard
forms follow Brummitt and Powell (1992).
Table S2. Published sizes and characteristics for
scales of Heterocapsa triquetra sensu Stein (1883).
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